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Does SARS-CoV-2 Infect the Kidney?
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Six recent publications have provided
evidence compatible with the conclusion
that severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2) can di-
rectly infect the kidney (Figure 1).1-°
The objective of this short treatise is to
evaluate this evidence and the validity of
the conclusion. This matters because as
discussed below, infection of renal epi-
thelial cells is likely to be associated with
the presence of SARS-CoV-2 virions in
the urine, affecting strategies for pre-
venting transmission in the community
and in the hospital environment. Also,
AKT has been found to be a frequent con-
comitant of coronavirus disease 2019
(COVID-19),7 and direct infection of
the kidney could be a contributing
factor.

SARS-CoV-2 enters cells by binding
to an endogenous viral receptor, namely
angiotensin-converting enzyme 2 (ACE2).3
Thus, we would expect that vulnerable
cells in the kidney would be those that
express ACE2. The COVID-19 pandemic
has come at a time when researchers have
begun to use next generation sequencing
techniques, namely RNA-Seq, to profile
gene expression in many, if not most, cell
types of the body. Such data provide
an unbiased data source that can tell us
what cells express ACE2. Several kidney-
specific RNA-Seq datasets provide de-
tailed information about ACE2 gene
expression in kidney cell types. The data
indicate that ACE2 mRNA is strongly ex-
pressed in proximal tubule epithelial
cells®~1! but not in more distal renal tu-
bule cells,!%11 podocytes,®!? mesangial
cells,'2 or glomerular endothelial cells.!2
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Of course, absence of an mRNA signal does
not necessarily imply absence of the corre-
sponding protein. In this regard, immuno-
histochemistry shows strong ACE2 protein
labeling in the apical plasma membrane of
proximal tubule cells,!>14 with little or no
labeling of the glomerulus with one anti-
body!? and glomerular labeling with an-
other.14 Overall, because ACE2 is expressed
chiefly in the proximal tubule in kidney,
the expectation is that renal infection, if it
occurs, would be largely in proximal tu-
bule cells. There could be some skepti-
cism about this possibility because the
route that a virion must take to encoun-
ter the lumen of the proximal tubule,
where ACE2 is expressed, is much more
complicated than the route to the pri-
mary sites of infection in the lung or
small intestine. Viremia must happen
first, followed by penetration of the glo-
merular barrier or of the proximal tubule
tight junction. It is also possible that the
virus can enter cells other than proximal
tubule cells via receptors other than ACE2
or via nonreceptor-mediated mecha-
nisms, but proximal tubule cells seem to
be the most likely site of infection.
When SARS-CoV-2 infects cells, it hi-
jacks the machinery of the host cell for
replication. One of the functions that is
hijacked is the endosomal/lysosomal
pathway, which results in accumulation
of SARS-CoV-2 virions in late endo-
somes (multivesicular bodies) and ly-
sosomes (Ghosh S, Dellibovi-Ragheb
TA, Pak E, Qiu Q, Fisher M, Takvorian
P, etal.: B-Coronaviruses use lysosomal
organelles for cellular egress. bioRxiv
2020.07.25.192310, 2020), much in the

same way as exosomes.!> The viral parti-
cles are secreted from the cell by fusion of
the outer membrane of multivesicular
bodies or lysosomes with the plasma
membrane, following the same pathway
as urinary exosomes.!> Like exosomes,
secretion would be expected to be on the
apical side of cells into the urinary
space. Thus, infection of proximal tu-
bules with SARS-CoV-2 would likely
be accompanied by the presence of vi-
rions in urine.

Recent brief publications in New Eng-
land Journal of Medicine,! Kidney Inter-
national,23 JASN,* The Lancet Microbe,>
and The Lancet® argue for direct infec-
tion of kidney epithelial cells and suggest
direct viral tissue damage. They marshal
four types of evidence: (1) presence of
viral RNA in kidneys of patients with
COVID-19 detected by RT-PCR and/or
in situ hybridization,>>¢ (2) presence of
viral protein in kidneys of patients with
COVID-19 detected by immunocyto-
chemistry,1:2 (3) recovery of live virus
from kidney tissue of affected patients,®
and (4) identification of coronavirus-
like structures in kidney tissue of pa-
tients with COVID-19 by electron
microscopy.2— The last type of evidence,
the electron microscopy demonstration
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Figure 1. Types of evidence supporting claims that SARS-CoV-2 can infect the kidney.

ISH, in situ hybridization.

of viral particles in renal tissue, has been
called into question because normally
occurring structures (e.g., clathrin-
coated vesicles or the internal vesicles
of multivesicular bodies) can be mis-
taken for virions.!® The other three types
of data, nevertheless, provide more di-
rect evidence for the presence of SARS-
CoV-2 in kidney tissue in some patients
with COVID-19. The evidence presen-
ted by Puelles ef al.! focused mainly on
the presence of SARS-CoV-2 in the glo-
merulus, where immunocytochemistry,
in situ hybridization, and RT-PCR obser-
vations were made. Limited immunocy-
tochemical evidence using an anti-spike
protein antibody was also consistent
with tubular infection, although the
tubule epithelial cell type was not iden-
tified. If ACE2 is not expressed in any
glomerular cell as discussed above,
what could be the origin of the glomer-
ular labeling? The kidney receives
about 20% of the cardiac output, and
with viremia, it would not be surprising
to have some nonspecific accumulation
of virions, potentially associated with
non—-ACE2-dependent uptake into cells
(e.g., via the clathrin- and caveolae-
independent endocytic pathway).!” The
paper by Su et al.? also described immu-
nocytochemical evidence for infection of
tubular cells using an antibody to the
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SARS-CoV-2 nucleocapsid protein, al-
though the affected tubule segment was
not investigated. Hanley et al.> showed
detection of subgenomic viral RNA tran-
scripts in postmortem samples from pa-
tients with COVID-19, which is evidence
for active replication of SARS-CoV-2 in
kidney tissue. Braun et al.® isolated
SARS-CoV-2 from an autopsied kidney
and were able to infect nonhuman pri-
mate kidney tubular epithelial cells with
patient-derived SARS-CoV-2, providing
perhaps the strongest evidence for kidney
infection. Of the six papers, five analyzed
necropsy kidneys representing patients
with severe cases of COVID-19, so it is
probable that, in cases with severe multi-
systemic involvement, the kidney can be-
come infected.!»>4-¢ One of the six papers
reported electron microscopy evidence in
abiopsy specimen? from a less severe case,
although as mentioned above, this evi-
dence has been challenged. Several studies
found no evidence of SARS-CoV-2 in
kidney biopsies from patients with
COVID-19.18-20

Overall, although all of the four types
of evidence have limitations and repre-
sent anecdotal observations, it seems
reasonable to believe that some severely
affected patients with COVID-19 can
develop secondary infections in the kid-
ney. However, the important question is,
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“how frequently does renal SARS-CoV-2
infection occur in the general popula-
tion of hospitalized patients with
COVID-19?” As noted above, infection
at the main site of ACE2 expression, the
proximal tubule, is likely to be associated
with SARS-CoV-2 in urine. We can,
therefore, look at published natural his-
tory studies to assess the frequency of
viruria and hence, renal infection. In
one study, among 205 patients hospital-
ized with the clinical diagnosis of
COVID-19 in January and February
2020, none of the 72 urine specimens
obtained tested positive for viral RNA by
RT-PCR.?! In contrast, positive results
were obtained in 72 of 104 sputum sam-
ples. Another study in 74 hospitalized pa-
tients with COVID-19 reported positive
results in two of 247 urine samples
(0.8%).22 These studies support the idea
that renal infection in hospitalized patients
with COVID-19 is not common, but the
sensitivity of the method for detection of
viral RNA may not be sufficient to rule out
low-level viruria, especially because ribo-
nucleases in urine may degrade viral
RNA. Hence, a focused study may be in
order in which urine samples are concen-
trated, for example, by ultracentrifugation
and analyzed not only by RT-PCR but also,
through detection of viral proteins (e.g., by
protein mass spectrometry) and infectious
particles (via culture methods) to assess the
prevalence of renal infection among pa-
tients with COVID-19.

In summary, several types of evidence
seem to support the idea that SARS-CoV-2
can infect the kidney, at least in severe cases
that result in death of the patient. Whether
patients with less severe COVID-19 also
commonly experience renal infection is
not yet established. Statistically based trials
to identify the virus in urine samples of
patients with COVID-19 are recom-
mended as a means of addressing the fre-
quency of kidney infection in the general
population of hospitalized patients with
COVID-19.
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